*! 

$ if 0: 1999 05 14 3j 

<*« 

f ff ^: 99 1 07284.7 * 
$ fit $ 81: »W^*J 

HAM»A: 3**; «**. » ** B 



2001 if 1 £ 22 0 



ft *1 S # =B 



CGMCC No.0392 ™ A 



«W SEQ ID NO. 4 +Sf*#tt^«a» 1 S 152 I 
N0 . .^fcWW.S^^KWW*- 



7. is%m%*i&^®& ZWAifim - 

9 **« SEQ.ONo :2 ^MCCNo.0392 K 

10. pJ^WJ^* 9 



„ ***** . mmm, ^^ mm llZll 



14. 9 

******** 



15. 9 



SfJBWffll DNA fttW.DNA »W»««ffl. 



17. *fi«*5* 10 W* 88- 

gas. wwje- 
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■ft « 3 



*4#^»«M»»« agt ' **** 

,00 WWM***tH* (d»dd»)..««»* 

4 tSftEf«: CXC- CC, CX S C * C SSJS> *+« C 
^KiM. xft*fi-*W«- cXC»ftB*«WB*«***M* 

1« p0fflM«..P* (MCP-1). RANTES* 

Mi^wmwasa, *e» «h»«w»«6«"«»- cx > c 

«*««». C »*H«UU»-**A. • Ly*!*^ (Ltn). £SS 



I 



CCRl 2 3 4 5 6 7; CX,CR « (JM& Marco B et al, Human Chemokines: An Update 
A^ReVllunuooI. 1997. 15:675-705) . *«*!«««, 

WBtfRi. «e«. ttwwswiM 

*m fi*JEJ»A**«MM«« (HIV) W*JB»*BT»*#«*K« 

m »s«w«*B?**»«^ ftA * SM (CoechiF ' 

.dentification of RANTES, MIP-1, and MM as «* Major HIV-Suppressive Factors 
Produced by CD8+ T Cells. Science, .5 December 1995, p. .8.1). ***»*« 
*« «-»»«*». 6*ft*«** »>i^S*#T. *fcB=F» 

s«**nfcB^«»K>m 

jatB*****. wa i«tt^8^*w^ aw. 

mum, nmmm^m. * 

«*«ttttff. ^wMta******- «*. 

B T (M RiF.i)ft-»OC«tB=F. «BT*»«*»** ftfftWWWfc 

(MaKba " A ' HGS lam,CheS " &St " 8H,ODUCS 
product in clinic. Nat Biotechnol 1998. 16:129) . 

BlJ dWI«»BT«iWtB ; fMr+»«ttW« B « 5fi,B **' a* 
^Mi«liBWilW?*»«- SfA«#a**«B U937 
£*tt»«K PHA MtT«««B)«»W BT * ,, * BT 

(Brantschen S, Gauchat JF. de Week AL e, al. Differential expression of cytokine 
^ A sinhun^celllines.Lyrn P hokin.Resl989 8(3):,6 3 -72>, «a««**-10 

^loymmmmm^m®™*™***- **■» ■ 1990, 
250 830), ar^TM^^/ja^wt****^**- 

CDiafchenko L, Y FC, Campbell A P, et al. Suppression subtractive hybridization: A 
ra etirod for generating diff^ntially reguUted or tissue- specific cD N A probes and 
Ubraries. Pro Natl Acad Sci USA.1996 93:6025-30) * IL-10 MflAttttB** 
aM lOTS7<»tt+*«*««TIMMMtBT»B. «WttM»*. * 



UC K-, «4» AF096895, «« ««^ ffi ^ * 

,35381, UCK-4 AF1« 216 - -t*# ?W * 99 * 

j*»#pcDIUCK-i. 2, 3, 4««it. 



mm corf), v^m^mmmmm 67 ^mmmm o^ 
uck-4 &mmmi*n***M 120 t*mmm orf. 

«bjw^ot^^^^^^ a ^^ dna ^^ w ' DNA 

ft*§cDNA. *HfflDNA*I^ttDNA. JKiftWDNA?T^fe5RW*«tt. 

fs«i*»^ttw*wff^ei^*^ seq id no: 1 m*wsaa«* 

mmmmmmmmmi* seq n> no= 1 ^w«a«itt 

mm#»*r dna m*?*. 

seq id no: 2 mmmmmm^R^mmmm 

^mm-mmmm seq id no : 2 *r*^tt*»*^2tt 

tmiB^ mRNA TH»«»#«K*35««ttW#- 

a»ww«ttawbttw^ OTWWWffw*- uck-2 «n 

(SEQ ID NO: 3,). UCK-3 (SEQ ID NO: 5) $J UCK-4 (SEQ ID NO: 
qj&m*Z®±*&Rto'W&ft* cDNA cDNA 

3*iS«ttHft£^ 30 #J.fcRT*W£J* so >M^±tt«»- «T«fl 

34S«^«€»^^^*»***^**** B:2: ' 36affl * BIW ° DNA * 
|i. *»&««*B»tt DNA ]W*jM*«»MK ^»**#T«I 

^^^HjWSBll^^DNA^-J^^^^^AcDNASS^DNA 



skua****. >kMm**+$#x*&9iS9*>&&*m. 

£WSfc5I*#. ^^KW^^WfWW***^ SEQ ID NO; 1 

cdna mmmm^xmm^zmmmn. 

SS^OTSseqidno. I*********. * 

Bilk. SBQ1D NO- 2jR***tt**WSil>*™K. 

*s*a-#«i , »^* !RailBiaftStt *** 9l!i, * l * ffittm ** ?8<r 
** wra seq id no. 2 «*wi«iwift*iwaB«»**»** M » 

ffiM cdna 

#lfci***»fc*^*^M»*"»**' ********** 



* 40 ttft- "M*** ' "* tt " * **** 

^flj«****#«««M«««»«« M: «*»*' ******** 
*««««***»• **** 



************* ■ 

dna **. sv4o am *w* ««* ^ »»«* 
**t!^B»»*™a« dka w»A««*««ai««H«rt 



cmvuswb**. 

^»**-t3«««a mA m ' was******"**"** 

ft^minm^assmE, « w» cho, cos » hek293 am, 

WSAfflJS4H TF-1 «!. U»7 aW Hela MM. 

-"••"•«»<•<•»!«■»«>•. $Hjg 



« (.991) «. 26-29)- pQE^Qiag^-pDlO^NHlSMS^e), 

PKK233-3, PDR540, pRTOtfhannacia), tU«lf««« f™"' 
P ™>. pSGCStraagene). pSVL^ia). WB«*WF«W. ^ 

xr L * «p «* CMV ~ SV4 °- HSV 

DNA 



pGEM (Promega)fO pKKi2i j iriuu 



^ , «i Tfon ifflHfOl? CC^ CHO ft BHK 
«*«WUWtt«*' 40 Hela* TF-1 ff U937 «»' 

£££ •WWW* 



H^no^.K. MtW*««x». w«*«»4««. 

««« pcDI-UCK-lr pc D ,.UCK-3)^ COS, M*»* 

#£$#J UCK-1 

*?*»«*» uck-i » uck-2 ws**-*J 



-err*:— -t~s 

241:456,1988; Dervan <* al., Science 251.1360,1991). ^ 



*********** ***** . 



»Tffl&tttt*« DNA **±*MW UCK-l »b*mm*. 

*bi«0*b dna a rna xneaewi. «w»*h ? c «- *« Saiki 61 al - 

Nature 324:163-166,1986^* DNA 6S»lfcSl. **- 

pcr 9i*»«n»»fi««M'«a»H*»' m*x 
«raift dna jftt»«%n wx-i ***** ««■ as* dna moat. 

WM* DNA wftt»*r#«H*«»HiH«SJH«**- »*■ 

«vwgj»» dna pcr **. 

ttMttMfi dna **. WrtWMiHHWMrW! pcr 

♦a pcr 

»i£»**x**t dna jwmmmwmmw*. w****«»i«k 

.hE^PWlIM DNA «fm#J& Myers et at, Science 230:1242,1985). 

fcWjaKM************* 1 ** COtt0 " * * 
mASUSA,85:4397-4401,1985)ffl*#£8M** 1 J»- 

ucK-i 

«s. »fW6Wte«« uck-1 »***#««**»** 
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tt^aAjfcftWMWftM*''****- *■***• ***"« DNA 
cdna «* pcr ?i*eu»e*J»tt»fi#*"- mm 3 *"* E 
xr«as-f **«bsih»» pcr 

MM**** PCR *B*-h**»* DNA «MflA#±«««»«« 

**WFISH>» cDNA 5Sgiaff««W*6#Sfi(#a Verma et al., Human 
chromosomes: A Manual of Basic Techniques, Pergamon Press, NY (1988)). 

' tt T#JMa «««-**«*»**' mmmz, ******* 

mm l- J1UU937 MUDNA IL-10 ffl«mffl*»B 

«***»*. imo JtHfMWa^jWWBT (CSIF). 
MMK97NM. TOF»J-4iMttW. (Di-Hwei, H et al, 

Science 1990, 250, 830). Jt»II,10W*»3B*. <MB*H****»» 

DUnchenko L , Campbell AP, etal. Suasion subtractive hy bridization: A method 
for generating differentially regulated or tissue- specific cDNA probes and libranes. 
Pr oNatiAoadSciUSA.1996 93:6025.30)AkU937aSB^^IL-10W.«fSaKH 
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« lOrtg/rnlPHA Mtt 8 U937 IIWH cDNA (Tata cDNA)*ig, 
HH#*« PHA «*#*** 100ng/m. IL-10 ««« U937 
c DNA(DrivercDNA)*«S. -DNA *igfflBB»-S, JSHxW 

MM* UNA MiSMflffl OIBGO-BRL T*C*». ^ »* 

*ft WS Pharmacia ftflltt Quick Prep Micro mRNA purification kit, ftMttfltt 
g«iS^^1f.mm,eRNA«S^roaseM*+.»«SWackman 

«40)J£*B. ffl^Northemblot^S$lS*«a- 

JRffl Clontech PCR-Sekct ™cDNA Subnotion mMM***** WW 

ssh «s gi^i* « pcr r*;" 

cDNA m»#m® PGEM-T easy «*-«*ft XLl- 

Bh»«. warn »PEowa«wfc«n»*- a**"*"™" 
nmtAiraa. *a c-enBank *m Baaa, AwteciBie. 

W«***MK»*»»H*** UCK-1 («SB* GenBank 
AF096895). 

%mm- UCK-1 mRNA St^W Haithem blot ftW 

m TriZOL-WJftOlBCO-BRl <*.)****« ' X ™* *««* 

g U937 aiHMftB pha m*»». ** un** n- 10 *«» 

U937 MMHA RNA. «KttJ» g#**WKBcckman 640)5-»H, S 
*«(Sambrook J. Fritsch EF, Maniatic T (1989)" Molecular cloning- a Laboratory 
manual" 2- edition, pp343-374, Cold Spring Harbor Laboratory Press, USA)KS* 
«#IM«*?I««*^«"*<^ ^ OTU03)Jtff N«ta«»«. 

UCK-1 * PHA Si* 8 *tt0M U937 IWO ««*« 
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%m 3= UCK-l £K cDNA BWStWf 

*g SSH nmmt UCK-l cDNA *». ***h« Northern *S 
B PHA «* 8 + tf» PHA MttHIt IL-.O *« 8 +lt» WJ7 Sffl 
tt#»WK. UCK-l #S?l«.r»UCK..^DNA, ftMfl«ft* 

ft PHA«»« U937 a»+M'>*H»^H«W«)»a- 

UCK-l ft) cDNA m»mW. UCK-l £K oDNA % 534bp, «tt 
Poly A»a "ATTAAA" »H <■ «• *™ * 

« 152 >M(HBfJ(«» » + - < B Pros " e **** 

***HMMM*W«. DNA 

« «*sm«^tt. ucK-i 
^hmim*. ^mm nmmnmm® 

*tt*B. 4 UCK-l 2 CCO 

*. mrnm^ ccMiw+, s*uck-. 
mm-. ucK-i. 2,- 3, 4se*m*«sK»£ 

flffl PCR PHA Wm U»7 MSB cDNA X SWSHW UCK-l . 2, 

»jE««W«. **WW*Hl. ^SpcDl-UCKl, 2, 3,4. 
m Qiagei &fl««MWUW»«WW. SB Qiag- **»***»«» 

2, 3,4«RE«5l«i^* 1 T: 

5 ATG GAT AAC GTG CAG CCG AAA AT 3 



5 CCG CTC GAG TTA CAA AAC TTC TTT TTT TTC 3 



«*« s. uck SB ^ mmm ^mmm, 

^ JL« U937«, K562i». HWO «**»*• ffl 
» NH4CL.THS W » HL-60 « 

«|«&t». ** 5 *. KX MTTi S OD570, 



„ *#»*tt. toAMTT, «(OD570, 



3. UCK-4 Miftm 

» Clontech £4 Multiple 1h» cDNA Panels 8«W« cDNA * 

mm- m ran jmk»M9i*<p»«!»» i «** 9I * > ' ffif PCR 

rtt. saucK-i*0#Essa^ws^ia*&. mm***"*** 
■*jE»*AH«+«a*T«*i : «* <® io>. m«h^k 

*«*Hfc****** peDI-UCKl, pcDNUCKl 

^s*«uwm«**t«* (ioo, g/R). s**» io » so x*« 

3BHttl*W»*Ml*««»«T»R. ****** ** 

«»*«* pcdi-ucki «*^«*ft#a»w*»a**»*- 
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****** «^^XH^ 



(A) «A: 

Co m> 

(D) B»: **AB#»H 

(E) tttt: 100083 

(A)*#£ffl« 3 " 5 **** 

(C) *4«£' WINDOWS 95 

(D) WORD 97 

(Vi) %l3Vf§& : 

(A) 86-10-62091H9 

(B) &f#. 86-10-62091149 
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1 



(l)SEQIDNO: 1 Wft& 

(A) 534 > HS£ft 
(B) 

(o m. 

(D) #BJhfe«s ft& 
cDNA 

(iii)0?>J$&: SEQ ID NO 

3 9 15 21 

I I I I 

1 GTT CCC AAT CTG AAG TGA AGC 
46 GGC GGT GCT CCG CCG CGG TGG 
91 TAC TCA GGC AGC CAG CTG AGA 
136 TGG GTC TGC AGA CGC GAT GGA 
181 TCG CCC CTT CTG CTT CAG TGT 
. 226 GCT GGA TAT TAT CAA CTC ACT 
271 CGT ATC TGT GTT GGC ACT GAT 
316 TGG TGG AGG GGT GTT TGC ACT 
361 CGA CGG GGC CCT TAT HA CCG 
406 TCC TTA CCA GAA AAA GCC TGT 
451 ATT TTA TAT TAC TTT TTA GTT 
496 CTG TAT TCT TCC AAA AAA AAA 



27 
I 

CGA GCT GGG 
CGG TTG CTA 
AGA GTT GAG 
TAA CGT GCA 
GAA AGG CCA 
GGT AAC AAC 
ACC AGA AAC 
TGT GAC AGC 
GAA GCT TCT 
GCA TGA AAA 
TGA TAC TAA 
AAA AAA AAA 



33 



CGA GAA 
TCG CTT 
GGA AAG 
GCC GAA 
CGT GAA 
AGT ATT 
CAC AAC 
AGT ATG 
GTT CAA 
AAA AGA 
GTA TTA 
AAA AAA 



39 45 
I I 
GTA GGG GAG 
CGC AGA ACC 
TGC TGC TGC 
AAT AAA ACA 
GAT GCT GCG 
CAT GCT CAT 
ATT GAC AGT 
CTG TCT TGC 
TCC CAG CGG 
AGT TTT GTA 
AAC ATA TTT 
AAA 



(2) SEQ ID NO: 2fcM§S 

(A) 99 >MRS« 

(B) ^M: 

(C) t££U *fit 

(P) 

(iii)]??iJ$&: SEQ ID NO: 
5 



10 
I 



15 



1 Met Asp Asn Val Gin Pro Lys lie Lys His Arg Pro Phe Cys Phe 
16 Ser Val Lys Gly His Val Lys Met Leu Arg Leu Asp He lie Asn 
31 Ser Leu Val Thr Thr Val Phe Met Leu lie Val Ser Val Leu Ala 
46 Leu lie Pro Glu Thr Thr Thr Leu Thr Val Gly Gly Gly Val Phe 
61 Ala Leu Val Thr Ala Val Cys Cys Leu Ala Asp Gly Ala Leu He 
76 Tyr Arg Lys Leu Leu Phe Asn Pro Ser Gly Pro Tyr Gin Lys Lys 
91 Pro Val His Glu Lys Lys Glu Val Leu 



i 



(l^EQIDNO; 
(A) K£ 

(B) 

(Q 



459 -T^S*t 

m 



45 
I 



(D) *E*b*SW= SMS 
(iS)*?Mfc= SEQ ID NO: 3 39 

, All GAT AAC GIG CAG CCG AAA ATA AAA CAT CGC CCC TIC TGC TTC 

^S^LcACOTCAAOArocroa.cra^aAAaoTO 

o. AfA TCT ATG ACC TTT TTT ATC ATC GCA CAA GCC CCT GAA CCA TAT 

, m n ™ a gga ttt gaa gtc acc en atc to m nc ata 

! TO TAT GTA CTC AGA CTT GAT CGA TO ATG AAG TGG TT TTT 
2 TGG CCT TTG CTT GAT ATT ATC AAC TCA CTG GTA ACA ACA GT TTC 
a™* rrr ATT GTA TCT GTG TTG GCA CTG ATA CCA GAA ACC ACA ACA 

1fi1 TGT CTT GCC GAC GGG GCC CTT An TAC CGG AAG CTT CTG TO AAT 
406 CCC AGC GGT CCT TAC CAG AAA AAG CCT GTG CAT GAA AAA AAA GAA 
451 GTT TTG TAA 
(2) SEQ ID NO: 4KMff£ 

(A) -wsc: \52 ^mn 

(B) » 

(o mix 

(D) fcftSfc* 

SEQ ID NO: 4 iQ ■ 

! Met Asp Asn Val Gil Pro L y s He L y s His Ar g P» £ £ * 
ifi Ser Val Lys Gly His Val Lys Met Leu Arg Leu Ala Leu Thr Val 
Z S Met Th Phe Phe He He Ala Gin Ala Pro Glu Pro yr 

6 1 Leu Leu Tyr Val Leu Ar g Leu Asp Ar* Leu *t £ £ eu P. 
76 Trp Pro Leu Leu Asp He He Asn Ser Leu Val Thr Thr Val Phe 
1 i ♦ t «, -ne val Ser Val Leu Ala Leu He Pro Glu Thr Thr Thr 
, I : S Oly Val Phe Ala Leu Val Thr Ala Val Cys 

£ ^ Ala Asp Gly Ala Leu He Tyr Ar g Lys Leu Leu he Asn 
13 6 Pro Ser Gly Pro Tyr Gin Lys Lys Pro Val His Glu Lys Lys Glu 
151 Val Leu 

2 



(l)SEQIDNO 
(A) « 

o) m 

(C) 



204 -t^Sft 



(D) lift 
(iitfH^Sk cDNA 

C .i9*fl*«« SEQIDNO: 5 ^ ^ ^ ^ 45 

181 CAT GAA AAA AAA GAA GTT TTG TAA 
(2) SEQIDNO: 6flMiJ§. 
(A) 67*ft*» 

(B) 

(C) Slfg: 

(D> «*tsw« a* 

(iii)if^ta^: SEQIDNO: 6 ^ 15 

61 His Glu Lys Lys Glu Val Leu 



3 



(l)SEQIDNO 

mm®.-- 

(A) 

(B) m 
(o m. 

(D) 



1 ATG GAT 
46 AGT GTG 
91 ACA TCT 
136 ATT GTT 
181 CTT TTA 
226 TGG CCT 
271 GCC GAC 
316 GGT CCT 
361 TAA 



363 ^Stt 

m 

in. m. 

cDNA 

SEQ ID NO-. 7 

9 15 21 

I I I 

AAC GTG CAG CCG AAA 
AAA GGC CAC GTG AAG 
ATG ACC TTT TTT ATC 
ATC ACT GGA TTT GAA 
TAT GTA CTC AGA CTT 
TTG CTT GTG TTT GCA 
GGG GCC CH ATT TAC 
TAC CAG AAA AAG CCT 



27 
I 

ATA AAA 
ATG CTG 
ATC GCA 
GTC ACC 
GAT CGA 
CTT GTG 
CGG AAG 
GTG CAT 



33 
I 

CAT CGC 
CGG CTG 
CAA GCC 
GTT ATC 
TTA ATG 
ACA GCA 
CTT CTG 
GAA AAA 



39 

i 

CCC TTC 
GCA CTA 
CCT GAA 
TTA TTT 
AAG TGG 
GTA TGC 
TTC AAT 
AAA GAA 



45 

I 

TGC TTC 
ACT GTG 
CCA TAT 
TTC ATA 
TTA TTT 
TGT CTT 
CCC AGC 
GTT TTG 



120 

mm 



(2) SEQ ID NO: 
(i)J¥?iJ 

(A) -fcK: 

(B) » 

(o 

(D> m&n* m 

(m)ftnm: SEQ ID NO: 
I . 

1 Met Asp Asn Val Gin Pro 
16 Ser Val Lys Gly His Val 
31 Thr Ser Met Thr Phe Phe 
46 He Val He Thr Gly Phe 
61 Leu Leu Tyr Val Leu Arg 
76 Trp Pro Leu Leu Val Phe 
91 Ala Asp Gly Ala Leu He 
106 Gly Pro Tyr Gin Lys Lys 



Lys He 
Lys Met 
He He 
Glu Val 
Leu Asp 
Ala Leu 
Tyr Arg 
Pro Val 



10 

i 

Lys His 
Leu Arg 
Ala Gin 
Thr Val 
Arg Leu 
Val Thr 
Lys Leu 
His Glu 



Arg Pro Phe 
Leu Ala Leu 
Ala Pro Glu 
He Leu Phe 
Met Lys trp 
Ala Val Cys 
Leu Phe Asn 
Lys Lys Glu 



15 
I 

Cys Phe 
Thr Val 
Pro Tyr 
Phe He 
Leu Phe 
Cys Leu 
Pro Ser 
Val Leu 



4 



PHA#J«U937M 
Tester cDNA with adapterl 



IL-10«MHWUM7.ffl* 
Driver cDNA(SS) 



PHA$ijma<ju937 aas& 

Tester cDNA with adapter2 




B 5 




6 




@7 

7 




9 



m 2. m«ffu> 3 - a***® 

BIO 
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